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DDIT4 regulates mesenchymal 
stem cell fate by mediating 
between HIF1α and mTOR 
signalling
Borzo Gharibi, Mandeep Ghuman & Francis J. Hughes
Stem cell fate decisions to remain quiescent, self-renew or differentiate are largely governed by 
the interplay between extracellular signals from the niche and the cell intrinsic signal cascades and 
transcriptional programs. Here we demonstrate that DNA Damage Inducible Transcript 4 (DDIT4) 
acts as a link between HIF1α and mTOR signalling and regulation of adult stem cell fate. Global gene 
expression analysis of mesenchymal stem cells (MSC) derived from single clones and live RNA cell 
sorting showed a direct correlation between DDIT4 and differentiation potentials of MSC. Loss and 
gain of function analysis demonstrated that DDIT4 activity is directly linked to regulation of mTOR 
signalling, expression of pluripotency genes and differentiation. Further we demonstrated that DDIT4 
exert these effects down-stream to HIF1α. Our findings provide an insight in regulation of adult stem 
cells homeostasis by two major pathways with opposing functions to coordinate between states of self-
renewal and differentiation.
The regulation of quiescence, self renewal and differentiation is a key factor in stem cell biology. Recent studies 
suggest that the mechanistic target of rapamycin (mTOR) pathway plays a key role in the regulation of stem cell 
fate1. mTOR signalling has been shown to promote proliferation and differentiation of mesenchymal stem cells 
(MSC)2–5. However, persistent long term activation of mTOR can also result in premature aging and the depletion 
of the pool of self-renewing stem cells6–8. Inhibition of mTOR has been shown to prevent aging in stem cells of 
hematopoietic, mesenchymal and epithelial origins6,9–12.
The role of mTOR signalling in the regulation of stem cell differentiation and aging suggests that stem cell 
niches may repress excess mTOR activation in order to maintain stem cell quiescence during homeostasis. In 
support of this suggestion it is known that a hypoxic microenvironment, an important component of HSC and 
MSC niches, is able to inhibit mTOR through multiple pathways13. Similarly, mTOR is regulated in response to 
metabolic cues which have also been shown to maintain stem cell function during aging14,15. However the factors 
that may link these environmental cues with determination of cell fate are not fully understood. Amongst the 
known upstream repressors of mTOR, the protein DNA-Damage-Inducible Transcript 4 (DDIT4) (also known as 
Redd1, RTP801) inhibits mTOR in response to both hypoxia and nutrient restriction16,17.
Here we propose DDIT4 as a response element that link the environmental cues such as hypoxia to mTOR 
signalling and regulation of MSC fate. We show that endogenous DDIT4 expression is upregulated in clonally 
derived MSCs with high differentiation potential and are in turn associated with reduced mTOR signalling when 
compared to MSC populations with endogenously low DDIT4 expression levels. Furthermore we show that 
DDIT4 is activated downstream of HIF1α in response to hypoxia and p53 pathways. In addition, we demonstrate 
that DDIT4 activity is directly linked to regulation of mTOR signalling, expression of pluripotency genes, differ-
entiation and proliferation of MSCs and mesenchymal progenitor cells.
Results
Gene expression of DDIT4 is associated with MSCs with high differentiation potentials. MSC 
are a heterogeneous cell population with wide variations in behaviour18,19. The heterogeneity of stem cell popula-
tions is linked to cell intrinsic differences that determine the responses of the cells to environmental cues which 
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affect self-renewal, differentiation, quiescence and aging20. To investigate the intrinsic mechanisms involved in 
MSC self-renewal and multipotency, we derived clonal MSC cultures by limiting dilution and characterised their 
differentiation potentials as having high osteogenic potential, high adipogenic potential or low differentiation 
potentials. (Fig. S1A,B). Global gene expression analysis showed respectively 201 and 339 differentially regulated 
genes in adipogenic and osteogenic clones compared to clones with low differentiation capacities. Amongst these 
differentially expressed genes, DDIT4 was observed as the first gene of 100 and the fifth gene of 124 genes whose 
expression was consistently higher in clonal populations with strong differentiation capacity to adipocyte and 
osteoblast lineages respectively (Figs 1A,B and S1E,F). QRT-PCR analysis validated these and also showed that 
the same is true for the clones with multi-differentiation potential (Fig. S1G,H). In order to demonstrate DDIT4 
expression in situ we co-localised DDIT4 expression to MSC populations within the bone marrow by immuno-
histochemistry using Leptin Receptor (LepR) expression as a marker for the identification of MSCs21. Sections 
from bone marrow of wild-type mice exhibited strong staining for both LepR and DDIT4 (Fig. 1C). LepR and 
DDIT4 staining were distributed throughout the bone marrow. However DDIT4 staining was more widespread 
than LepR, possibly suggesting that other cells types may also express DDIT4 within the hypoxic bone marrow 
environment.
DDIT4 expression acts downstream of HIF1α. We used CoCl2 to mimic a hypoxic environment in 
MSC cultures. The level of both DDIT4 mRNA and protein were significantly up-regulated following treatment 
Figure 1. Expression of DDIT4 gene regulates MSC function downstream of HIF1α. (A,B) Global gene 
expression analysis of MSC derived from single clones with different differentiation potentials showing the top 
20 genes highly expressed in clones with high capacity for (A) adipogenic and (B) osteogenic differentiation. 
The data were processed for the background signal, normalized, and differences in gene expression were 
compared by the Differential Expression Algorithm using the Illumina custom error model of GenomeStudio 
software (Illumina, Inc.). Genes with a Diffscore of ± 13, equivalent to p < 0.05, were considered as being 
significantly up-regulated; a DiffScore of ± 20, ± 30 or ± 40 was equivalent to a p-value of < 0.01, < 0.001, or  
<0.0001, respectively. (C) Immunohistochemistry staining for Leptin Receptor (LpR) and DDIT4 proteins in 
the bone marrow of wild type mice showing (left) sham control, (middle) LpR or (right) DDIT4 staining of 
bone marrow sections. (D,E) Expression of DDIT4 in MSC and in response to hypoxia mimetic (CoCl2).  
(D) MSC were treated with CoCl2 for 1 day (D1) or 4 days (D4) and relative expression of DDIT4 was 
determined by western blotting (left panel) or qRT-PCR (right panel) (n = 5). (E–H) Expression of DDIT4 in 
MSC treated with CoCl2 (100 μ M) or Nutlin3 (20 μ M) after siRNA knock-down of HIF1α, p53 or DDIT4 or 
transfection with scrambled control as negative control. MSC were transfected with HIF1α or DDIT4 or  
control siRNA for 24 h and subsequently treated for a further 24 h with CoCl2 or Nutlin3 or vehicle control 
prior to qRT-PCR analysis for DDIT4 (n = 4). Error bars indicate mean ± SEM. *p < 0.05; **p < 0.01.
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with CoCl2 (Fig. 1D). Next we determined whether DDIT4 acts as a downstream regulator of the main regulator 
of hypoxic responses, HIF1α . siRNA knock-down of either HIF1α or DDIT4 completely reversed the stimulatory 
effect of CoCl2 to basal levels (Fig. 1E). p53 is also implicated in the regulation of DDIT4 in a number of cell 
lines22. We found that activation of the p53 pathway by p53 stabilization using Nutlin-3 significantly up-regulated 
the expression of DDIT4 in MSC. This stimulatory effect was completely neutralised when p53 was knocked 
down (Fig. 1F). Interestingly, loss of HIF1α also reversed the effect of p53 activation on MSC (Fig. 1G). In con-
trast, p53 knock-down had no effect on CoCl2-induced DDIT4 up-regulation, suggesting that HIF1α regulates 
DDIT4 downstream of both hypoxia and p53 (Fig. 1H).
DDIT4 regulates mTOR signalling and MSC stemness properties. Given the importance of DDIT4 
in the regulation of the mTOR pathway, we next examined the effect of CoCl2-induced DDIT4 expression on 
activation of mTOR. As shown in Fig. 2A, CoCl2 treatments led to reductions in phosphorylation of the mTOR 
substrate pS6K and hypo-phosphorylation of 4E-BP1. This is a similar, but less potent, effect to that seen with 
rapamycin (Fig. 2A).
We have previously shown that inhibition of mTOR significantly increases the expression of pluripotency 
genes Oct4 and Nanog and prevent loss of self-renewal and function of MSC during aging12. It has been also 
demonstrated that a hypoxic environment maintains self-renewal and stemness properties of MSC by inducing 
the expression of Oct4, Nanog and Klf423. In keeping with these observations and with DDIT4 being a regulator 
of mTOR signalling in response to hypoxia, we found that DDIT4 acts downstream of HIF1α and hypoxia to 
regulate these pluripotency genes. As with DDIT4 expression, levels of Oct4 and Klf4 were strongly up-regulated 
when hypoxic signalling was initiated by the presence of CoCl2 (Fig. 2B). However, knock-down of either DDIT4 
or HIF1α prior to treatment with CoCl2 completely blocked the induction of these pluripotency genes and their 
expression remained at basal levels (Fig. 2C). The expression of Nanog was also reduced by DDIT4 or HIF1α 
knock-down, despite being unchanged following CoCl2 treatment (Figs 2C and S2F).
To further confirm that DDIT4 is responsible for the observed effect of hypoxia on MSC, we transiently over-
expressed the DDIT4 in MSCs in normoxic conditions and this resulted in significant up-regulation of Oct4, 
Nanog and Klf4 genes (Fig. 2D). Conversely, stable shRNA knock-down of DDIT4 resulted in a significant 
Figure 2. DDIT4 regulates mTOR singling and the expression of pulripotency genes in MSC. (A) MSC were 
pre-treated with CoCl2 (100 μ M), rapamycin (10 nM) or vehicle control for 24 hours, serum starved for 6 hours 
and phosphorylation of S6K, and 4E-BP1were analyzed in response to stimulation by media containing 10% 
serum for 20 minutes, 6 and 24 hours using Western blotting. CoCl2 and rapamycin were present at all time 
during serum deprivation and stimulation period. Data shown is representative of three separate experiments. 
(B–F) Expression of pluripotency genes Oct4, Nanog and Klf4. (B) MSC were treated with 100 μ M of CoCl2 
for 1 day (D1) or 4 days (D4) and expression of Oct4 and Klf4 was determined by qRT-PCR (n = 5). (C) MSC 
were transfected with HIF1α or DDIT4 or control siRNA for 24 h and subsequently treated for a further 24 h 
with CoCl2 (100 μ M) prior to qRT-PCR analysis (n = 5). (D) DDIT4 was transiently overexpressed in MSC 
and the expression of Oct4, Nanog and Klf4 was determined by qRT-PCR (n = 5). (E) MSC stably transfect with 
shRNA against DDIT4 or negative control were analysed for mTOR substrate (p-S6K) activation and (F) the 
expression of pluripotency genes Oct4, Nanog and Klf4. Error bars indicate mean ± SEM. *p < 0.05; **p < 0.01; 
***p < 0.001.
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reduction in the expression of these genes even under normoxic conditions, suggesting that DDIT4 is at least 
partially constitutively active even in the absence of a stimulus in MSCs (Fig. 2F). This was further supported 
by the observation that DDIT4 shRNA knock-down was accompanied by elevated mTOR signalling as shown 
by reduced S6K dephosphorylation, particularly at late time points (Fig. 2E). Collectively our data demonstrate 
that HIF1α or mTOR dependent expression of pluripotency genes in MSC is regulated by DDIT4, both under the 
basal condition or following stimulation.
DDIT4 inhibits MSC differentiation. Excessive activation of mTOR signalling is suggested to drive 
unwanted differentiation and proliferation. mTOR activation has been shown to accelerate differentiation of 
MSCs and may result in depletion of the stem cell pool. Therefore we next examined the differentiation capacity 
of MSCs following manipulation of DDIT4 by either CoCl2 activation and gene knock-down or overexpression. 
Treatment with CoCl2 significantly reduced the expression of genes associated with osteoblast (Runx2 and ALP) 
and adipocyte (PPARγ) lineages in the absence of any differentiation stimulus (Fig. 3A), suggesting a reduction in 
spontaneous differentiation by MSC. Similarly when MSC were induced to differentiate in the presence of CoCl2, 
they showed a significant reduction in differentiation (Fig. 3B,C). Expression of markers of osteogenic (Fig. 3B) 
and adipogenic (Fig. 3C) differentiation were significantly reduced and the ability of the cells to undergo matrix 
Figure 3. DDIT4 regulate MSC differentiation. (A) Expression of vital genes involve in osteogenic and 
adipogenic differentiation in MSC treated with CoCl2 or vehicle control (n = 4). (B) Osteogenic differentiation 
of MSC in presence of CoCl2. (Upper left) matrix mineralization visualized and (upper right) quantified 
following Alizarin Red staining (representative images from four independent experiments) and (lower panel) 
mRNA expression of the osteogenic markers Runx2, ALP, and Osteopontin (OPN) was analyzed by qRT-PCR 
(n = 5). (C) Adipogenic differentiation of MSC in presence of CoCl2. (Upper left) Lipid accumulation was 
visualized and (upper right) quantified following Oil red O staining (× 200) and (lower panel) expression 
of adipogenic markers PPARγ, FAB4, and LPL mRNA was analyzed by qRT-PCR (n = 5). (D) Osteogenic 
differentiation of MSC in DDIT4 depleted cells. MSC stably transfect with shRNA against DDIT4 or negative 
control were differentiated to osteoblast and (upper) matrix mineralization was visualized and (lower left) 
quantified by Alizarin Red staining and (lower right) mRNA expression of the osteogenic markers was analyzed 
by qRT-PCR (n = 4). (E) Adipogenic differentiation of MSC in DDIT4 depleted cells. MSC stably transfect with 
shRNA against DDIT4 or negative control were induced to differentiate to adipocytes and the ability of (upper 
left) lipid accumulation was visualized (× 200) and (lower panel) expression of adipogenic markers was analyzed 
by qRT-PCR (n = 4). (F) Differentiation following transient overexpression of DDIT4. (Left) Alizarin Red 
staining of matrix mineralization and (right) Oil Red O staining for lipid droplets following differentiation to 
osteoblast and adipocyte lineages (× 200). Error bars indicate mean ± SEM. *p < 0.05; **p < 0.01; ***p < 0.001.
www.nature.com/scientificreports/
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mineralization (Fig. 3B) or the transformation to lipid containing adipocytes (Fig. 3C) was strongly impaired. 
We also stably knocked down DDIT4 which resulted in accelerated MSC differentiation toward both lineages, 
as determined by elevated expression of genes associated with osteoblasts (Fig. 3D) and adipocytes (Fig. 3E), 
increased matrix mineralization (Fig. 3D) and formation of lipid containing adipocytes (Fig. 3E) in response to 
stimulation of differentiation. However, no significant effect was observed under basal conditions (Fig. S2G). 
Interestingly, transient overexpression of DDIT4 in MSC had only a negligible effect on differentiation, which 
may be due to the temporary nature of expression (Fig. 3F).
p53 signalling has been shown to be vital regulator of MSC proliferation and differentiation and has also 
shown here to be implicated in regulation of DDIT4. To further explore the role of DDIT4 in quiescence, 
self-renewal and mesenchymal linage differentiation, we used a bone marrow mesenchymal stem/progenitor cell 
line (7F2) derived from p53−/− mice. The cell line is spontaneously immortalized and shows markedly increased 
differentiation to both osteoblast and adipocyte lineages24. As with any immortalised cell line the phenotypic 
characteristics of 7F2 cells may not completely reflect the features of primary MSC in term of proliferation rate 
and differentiation potential. 7F2 cells showed extremely low levels of DDIT4 expression and high levels of lineage 
specific marker expression and greatly elevated differentiation capacity (Fig. 4). In line with the low DDIT4 level, 
further depletion of DDIT4 gene by siRNA knock-down had no effect on the function of 7F2 cells (Fig. S3A).
To determine whether DDIT4 is able to regulate differentiation in committed progenitors, we stably over-
expressed DDIT4 in these progenitor cells. As shown in Figs 4A and S3B, overexpression of DDIT4 was asso-
ciated with a marked reduction in mTOR activity as measured by phosphorylation of mTOR substrate. DDIT4 
Figure 4. DDIT4 expression and activation inhibits the differentiation of progenitors. (A) (Top panel) 
Expression of DDIT4 protein and (lower panel) phosphorylation of mTOR substrate S6K, and 4E-BP1 in 
control and DDIT4 overexpressing 7F2 progenitor cells. (B) Expression of genes involved in osteogenic 
and adipogenic lineage commitment in undifferentiated control and DDIT4 overexpressing 7F2 cells. 
(C) Differentiation capacity of 7F2 overexpressing DDIT4 or control plasmid constructs. (Upper right) 
mineralization visualized following Alizarin Red staining and (upper left) mRNA expression of the osteogenic 
markers (Runx2, ALP, and Osteocalcin (Osc)) analyzed by qRT-PCR (n = 3). (Lower right) Oil red O staining for 
lipid droplets in adipocytes (× 200) and (lower right) expression of adipogenic markers (PPARγ, CEBPα and 
FAB4) analyzed by qRT-PCR (n = 3). (D) (Top panel) Expression of DDIT4 and (lower panel) phosphorylation 
of mTOR substrate in progenitor cells treated with hypoxia mimic. 7F2 cells were treated with 100 μ M of 
CoCl2 for 1 and 2 days and expression of DDIT4 was determined by western blotting (top panel). For pathway 
analysis cell were pre-treated with CoCl2 for 24 hours and phosphorylation of S6K, and 4E-BP1were analyzed 
in response to stimulation with serum in presence of CoCl2. (E,F) Differentiation capacity of 7F2 cell treated 
with hypoxia mimic CoCl2. (E) Osteogenic differentiation was assessed by Alizarin Red staining of matrix 
mineralization and mRNA expression of the osteogenic associated genes by qRT-PCR (n = 3). (F) Adipogenic 
differentiation was assessed by Oil red O staining for lipid droplets in adipocytes (× 200) and by expression of 
adipogenic markers (n = 3). Error bars indicate mean ± SEM. *p < 0.05; **p < 0.01; ***p < 0.001.
www.nature.com/scientificreports/
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overexpression in basal conditions also led to a significant reduction in expression of genes associated with dif-
ferentiation phenotype, notably transcription factors involved in the early stages of lineage commitment (Runx2, 
PPARγ and CEBPα) (Fig. 4B) and greatly impaired the ability of the cells to differentiate to either osteoblast 
and adipocyte lineages (Fig. 4C). Cells overexpressing DDIT4 showed a significant loss of capacity for matrix 
mineralization and marked reduction in lipid accumulation, accompanied by reduction or complete loss of 
differentiation-induced expression of genes involved in osteogenesis or adipogenesis (Runx2, ALP, osteocalcin 
(Osc), PPARγ, CEBPα and LPL) (Fig. 4C). In support of these observations, DDIT4 protein was strongly induced 
in 7F2 cells in response to CoCl2 and this up-regulation correlated with the suppression of mTOR activity 
(Fig. 4D). CoCl2 induced DDIT4 expression led to marked reduction in capacity of 7F2 cells to undergo differ-
entiation to either osteoblast (Fig. 4E) and adipocyte (Fig. 4F) lineages. Taken together these results indicate that 
DDIT4 plays a vital role in maintenance of the undifferentiated state and stemness properties of MSC and 7F2 
mesenchymal progenitors by suppressing spontaneous or excessive differentiation.
Endogenous DDIT4 level maintains MSC function. MSCs were sorted into two subpopulations with 
high and low DDIT4 mRNA expression levels using SmartFlare mRNA probes and fluorescence activated cell 
sorting (FACS) (Fig. 5A). The DDIT4-low and -high populations displayed contrasting levels of mTOR signalling 
following stimulation (Fig. 5B), as measured by levels of phosphorylation of substrates. In particular S6K phos-
phorylation was considerably higher in DDIT4-low compared with DDIT4-high cells. In line with studies that 
have reported an inverse association between mTOR activity and self-renewal and longevity, the DDIT4-high 
population showed greater stem cell properties with high clonogenic capacity (Fig. 5C), proliferation rate 
(Fig. 5D) and increased osteogenic and adipogenic differentiation following transfer of cells to differentiation 
media (Fig. 5F–I). The DDIT4-high population showed increased expression of markers of differentiation for 
both osteoblast (Runx2 and ALP) (Fig. 5G) and adipocyte (PPARγ and LPL) (Fig. 5I) lineages and produced 
Figure 5. Endogenous DDIT4 level governs MSC fate and function. SmartFlare™ live cell DDIT4 RNA 
sorting and functional analysis of DDIT4-low and DDIT4-high sub-populations. (A) Isolation of MSC 
subsets based on DDIT4 expression using SmartFlare RNA detection probes and fluorescence activated cell 
sorting. MSC were isolated into DDIT4-low and high populations by sorting the lowest and highest 15% of 
the population based on APC fluorescence. (B) MSC were serum starved for 6 hours and phosphorylation of 
S6K, and 4E-BP1 were analyzed in response to stimulation by media containing 10% serum for 20 minutes, 
6 and 24 hours using Western blotting. Data shown is representative of four separate experiments. (lower 
panel) Quantitative densitometry of pS6K normalised to GAPDH. (C) The frequency of colony formation by 
each population was assessed by colony forming unit assay and crystal violet staining (representative images 
from five independent experiments). (D) Differences in rate of cell cycle were determined by Click-iT EdU 
assay following 48 hours of incubation using flow cytometry (n = 4). (E) Cumulative cell doubling per passage 
was calculated by cell counting (n = 5). (F) Osteogenic differentiation capacity was determined by Alizarin 
Red staining of mineralized matrix and (I) mRNA expression of the osteogenic markers Runx2 and ALP was 
assessed by qRT-PCR (n = 5). (J) Adipogenic differentiation was analyzed following Oil Red O staining for lipid 
droplets (× 200) and (K) expression of adipogenic markers PPARγ and LPL by qRT-PCR (n = 5). Error bars 
indicate mean ± SEM. *p < 0.05; **p < 0.01; ***p < 0.001.
www.nature.com/scientificreports/
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higher matrix mineralization (Fig. 5F) and lipid containing adipocytes (Fig. 5H) when cells were induced to 
differentiate. These observations are in agreement with data obtained with the single clone analysis reported at 
Fig. 1A,B. The DDIT-high population also showed a greater number of cell doublings with long-term continuous 
culture (Fig. 5E). The data presented here are in line with previous studies in which long term inhibition of mTOR 
and the excessive differentiation prevent aging and maintained stemness of number of stem cell types6,9–12.
Discussion
Adult stem cells reside in niches within the tissues where they are kept quiescent and slow cycling to main-
tain stem cell characteristics within the lifespan of an organism. Stem cell fate decisions to remain quiescent, 
self-renew or differentiate are largely governed by extracellular signals from the niche that manipulate cell intrin-
sic signal cascades and transcriptional programs25. Hypoxia (low oxygen tension) is widely proposed as a critical 
regulatory component of the niche for several adult stem cell pools including mesenchymal and hematopoietic 
stem cells26. MSC are localised to relatively hypoxic perivascular microenvironments in vivo and similar levels of 
oxygen tension preserve their stemness in vitro21,27,28. The responses to hypoxia are mainly due to the regulation 
of HIF1α induced expression of pluripotency genes Oct4 and Nanog and reduced intracellular reactive oxygen 
species23. Suppression of the mTOR pathway also maintains the quiescence and function of MSC, HSC and epi-
thelial stem cells by reducing the reactive oxygen species and oxidative stress10–12. Activity of the mTOR pathway 
has been shown to be higher in HSC from aged mice and increasing mTOR signalling is sufficient to promote 
premature aging of HSC in young mice. Together these observations suggest that HIF1α and mTOR signalling 
are important cell intrinsic component of the niche for stem cells8.
In this study we show a possible role for DDIT4 in regulation of MSC function in response toHIF1α and 
mTOR pathway. Using whole genome microarray analysis, gene expression profiles of cells derived from single 
clones with distinct differentiation potentials demonstrated that DDIT4 expression was markedly higher in 
clonal populations that retained a higher differentiation capacity. High level of DDIT4 in both uni-potential and 
multi-potential clones and the widespread staining of DDIT4 within the cells in the bone marrow suggest the 
involvement of DDIT4 in committed progenitor cells. DDIT4 can inhibit mTOR in response to both hypoxia and 
nutrient restriction16,17. In the absence of DDIT4, phosphorylation of TSC by Akt initiates the binding of 1433 
and prevents the inhibition of mTOR by TSC1/2. DDIT4 competes with TSC2 for 1433 and stabilizes the complex 
formed by TSC1/2, thereby inducing the inhibition of mTOR16. We demonstrate that DDIT4 expression and 
activation negatively regulate mTOR and regulates MSCs functions. Induction of the DDIT4 gene by the hypoxia 
mimetic CoCl2 significantly down-regulated the mTOR signal and resulted in lower levels of differentiation, 
while DDIT4 knock-down was associated with higher differentiation rate. These findings may indicate that high 
DDIT4 activity is inhibitory to excess differentiation and lead to maintenance of stem cell function Our data 
also suggest a possible link between endogenous levels of DDIT4 with maintenance of differentiation capacity of 
MSC. Sorted MSC subpopulations with high endogenous DDIT4 expression also exhibited enhanced clonogenic 
capacity, self-renewal rate and differentiation potentialThese findings is in line with the observation of significant 
exhaustion of the HSC population located in a more oxygenic vascular niche with high mTOR expression, when 
compared to more self-renewing populations with lower mTOR activity29.
In addition to the effect on differentiation, we showed that DDIT4 also positively regulates the expression of 
pluripotency genes. These effects have been previously observed to be regulated by HIF1α in response to low oxy-
gen tension23. HIF1α is widely known as the master regulator of cellular response to hypoxia through regulation 
of transcriptional activities30. In MSC, hypoxia induced HIF1α action was mediated through activated Twist with 
direct down-regulation of E2A-p21 and subsequent induction of transcription factors such as Oct4 and Nanog 
that control stem cell self-renewal and multipotency23. Although the transcriptional aspect of HIF1α induced 
regulation of pluripotency is well described, little is known about the signal pathways involved. Here we show that 
these effects of HIFα , at least in MSCs, are mediated byDDIT4 activation and subsequent mTOR inhibition. Loss 
of HIF1α completely abolished the hypoxia mimic-induced expression of DDIT4 expression and the knock-down 
of either HIF1α or DDIT4 inhibited the induced expression of pluripotency genes. It is interesting that inhibition 
of mTOR by rapamycin also induces Oct4 and Nanog expression, while activation of mTOR by either Tsc2 deple-
tion or Tsc2 knock-down greatly reduce the reprogramming of somatic cells to induced pluripotent stem (iPS) 
cells and mTOR activity has been shown to be higher in fibroblasts than in embryonic stem cells and iPSCs12,31.
In addition to the connection with HIF1α , we observed that DDIT4 also acts downstream of the p53 pathway. 
Activation of the p53 pathway was associated with significant up-regulation of DDIT4 expression, which was 
abolished when p53 was knocked down. It is well documented that loss of p53 is associated with spontaneous and 
accelerated differentiation in MSCs. MSCs or progenitor cells lacking p53 show high levels of differentiation to 
both osteoblast and adipocyte lineages32,33. These phenotypical behaviours may also be seen with other immor-
talised cell lines. Nonetheless, our results indicate that progenitors lacking p53 show a very low level of DDIT4 
expression. Induction of DDIT4 by either chemically induced hypoxia or overexpression significantly suppressed 
the differentiation capacity of these committed progenitor cells. As mentioned above the immortalised progen-
itors are distinct to wt murine MSCs in respect of differentiation and proliferation capacities and this should be 
taken in consideration.
In summary, stem cells are dependent on their ability to maintain their pool whilst also being able to respond 
to physiological and pathological conditions to repair and renew tissues throughout the lifetime of the organ-
ism. Thus stem cells require tightly regulated intrinsic mechanisms to coordinate between states of quiescence, 
self-renewal and differentiation. Here, we show that DDIT4 is a critical regulator of mTOR signalling and MSC 
functionsin response to HIF1α and the upstream signals Our study is however limited to in vitro experimentation 
and chemically induced hypoxic culture conditions. Future studies with controlled hypoxic culture conditions 
with various oxygen gradients as well as in vivo studies of the effect of DDIT4 knock out on maintenance of MSC 
in aging is needed to confirm and further extend our findings.
www.nature.com/scientificreports/
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Materials and Methods
Cell culture. Primary human MSCs were purchased from Lonza and 7F2 progenitor cell line (ATCC) was a 
kind gift from Dr. Bronwen Evans. Detailed cell culture methods, single-clone culture, lineage differentiation, cell 
proliferation and viability assay, and immunostaining are provided in SI experimental procedures.
Microarray analysis. Global gene expression analysis was performed using the Illumina whole-genome 
expression array HumanHT-12 v4.0 Expression BeadChip according to the manufacturer’s instructions. The 
Beadchips were scanned on the Illumina iScan System with iScan software. The raw data were processed for the 
background signal, normalized, and differences in gene expression were compared by the Differential Expression 
Algorithm using the Illumina custom error model of GenomeStudio software (Illumina, Inc.). For details see SI 
experimental procedure.
Live cell RNA sorting. Cell were sorted based on DDIT4 RNA expression level using SmartFlare™ RNA 
detection probes (SmartFlares; Millipore) and a FACSAria cell sorter (BD Bioscience) into two population. Sorted 
sub-populations were then returned to cell culture and expanded for further analysis. For details see SI experi-
mental procedure.
Transfection. shRNA Plasmids and siRNAs were purchased from (Qiagen) and full-length DDIT4 con-
struct was purchased from (Life Technologies) and used according to according to manufacturer’s instruction. 
Transfection was performed using the Neon transfection system (Life Technologies) according to the manufac-
turer’s instructions. For details see SI experimental procedure.
Immunoblotting. Cells were lysed in RIPA lysis buffer, protein lysates were separated by SDS–PAGE, trans-
ferred onto PVDF membranes, subjected to immunoblotting and detected by ECL. For details see SI experimental 
procedure.
Quantitative Reverse Transcription Polymerase Chain Reaction (qRT-PCR). RNA was isolated 
using TRI reagent (Life Technologies) and cDNA was prepared using QuantiTect Reverse Transcription Kit 
(Qiagen). qRT-PCR was performed on a Mx3000P real time PCR system using SYBR Green qPCR Master mix 
(BioRad). Detailed methodology and primers information are provided in SI experimental procedure.
References
1. Russell, R. C., Fang, C. & Guan, K.-L. An emerging role for TOR signaling in mammalian tissue and stem cell physiology. 
Development 138, 3343–3356 (2011).
2. Gharibi, B., Ghuman, M. S. & Hughes, F. J. Akt- and Erk-mediated regulation of proliferation and differentiation during PDGFRβ 
-induced MSC self-renewal. J Cell Mol Med 16, 2789–2801 (2012).
3. Xian, L. et al. Matrix IGF-1 maintains bone mass by activation of mTOR in mesenchymal stem cells. Nat med 18, 1095–1101 (2012).
4. Tormos, K. V. et al. Mitochondrial Complex III ROS Regulate Adipocyte Differentiation. Cell metab 14, 537–544 (2011).
5. Martin, S. K. et al. The differential roles of mTORC1 and mTORC2 in mesenchymal stem cell differentiation. Stem Cells 33(4), 
1359–1365 (2015).
6. Castilho, R. M., Squarize, C. H., Chodosh, L. A., Williams, B. O. & Gutkind, J. S. mTOR Mediates Wnt-Induced Epidermal Stem Cell 
Exhaustion and Aging. Cell Stem Cell 5, 279–289 (2009).
7. Magri, L. et al. Sustained Activation of mTOR Pathway in Embryonic Neural Stem Cells Leads to Development of Tuberous Sclerosis 
Complex-Associated Lesions. Cell Stem Cell 9, 447–462 (2011).
8. Chen, C., Liu, Y., Liu, Y. & Zheng, P. mTOR Regulation and Therapeutic Rejuvenation of Aging Hematopoietic Stem Cells. Sci Signal. 
2, ra75- (2009).
9. Huang, J., Nguyen-McCarty, M., Hexner, E. O., Danet-Desnoyers, G. & Klein, P. S. Maintenance of hematopoietic stem cells through 
regulation of Wnt and mTOR pathways. Nat Med 18, 1778–1785 (2012).
10. Chen, C. et al. TSC–mTOR maintains quiescence and function of hematopoietic stem cells by repressing mitochondrial biogenesis 
and reactive oxygen species. J exp med 205, 2397–2408 (2008).
11. Iglesias-Bartolome, R. et al. mTOR Inhibition Prevents Epithelial Stem Cell Senescence and Protects from Radiation-Induced 
Mucositis. Cell Stem Cell 11, 401–414 (2012).
12. Gharibi, B., Farzadi, S., Ghuman, M. & Hughes, F. J. Inhibition of Akt/mTOR Attenuates Age-Related Changes in Mesenchymal 
Stem Cells. Stem Cells 32, 2256–2266 (2014).
13. Wouters, B. G. & Koritzinsky, M. Hypoxia signalling through mTOR and the unfolded protein response in cancer. Nat Rev Cancer 
8, 851–864 (2008).
14. Johnson, S. C., Rabinovitch, P. S. & Kaeberlein, M. mTOR is a key modulator of ageing and age-related disease. Nature 493, 338–345 
(2013).
15. Ito, K. & Suda, T. Metabolic requirements for the maintenance of self-renewing stem cells. Nat Rev Mol Cell Biol 15, 243–256 (2014).
16. DeYoung, M. P., Horak, P., Sofer, A., Sgroi, D. & Ellisen, L. W. Hypoxia regulates TSC1/2–mTOR signaling and tumor suppression 
through REDD1-mediated 14–3–3 shuttling. Genes dev 22, 239–251 (2008).
17. Sofer, A., Lei, K., Johannessen, C. M. & Ellisen, L. W. Regulation of mTOR and Cell Growth in Response to Energy Stress by REDD1. 
Mol cell biol 25, 5834–5845 (2005).
18. Russell, K. C. et al. In Vitro High-Capacity Assay to Quantify the Clonal Heterogeneity in Trilineage Potential of Mesenchymal Stem 
Cells Reveals a Complex Hierarchy of Lineage Commitment. Stem Cells 28, 788–798 (2010).
19. Lee, W. C. et al. Multivariate biophysical markers predictive of mesenchymal stromal cell multipotency. Proc Natl Acad Sci 111, 
E4409–E4418 (2014).
20. Graf, T. & Stadtfeld, M. Heterogeneity of Embryonic and Adult Stem Cells. Cell Stem Cell 3, 480–483 (2008).
21. Zhou, Bo O., Yue, R., Murphy, Malea M., Peyer, J. G. & Morrison, Sean J. Leptin-Receptor-Expressing Mesenchymal Stromal Cells 
Represent the Main Source of Bone Formed by Adult Bone Marrow. Cell Stem Cell 15, 154–168 (2014).
22. Ben Sahra, I. et al. Metformin, Independent of AMPK, Induces mTOR Inhibition and Cell-Cycle Arrest through REDD1. Cancer Res 
71, 4366–4372 (2011).
23. Tsai, C.-C., Su, P.-F., Huang, Y.-F., Yew, T.-L. & Hung, S.-C. Oct4 and Nanog Directly Regulate Dnmt1 to Maintain Self-Renewal and 
Undifferentiated State in Mesenchymal Stem Cells. Mol Cell 47, 169–182 (2012).
24. Thompson, D. L. et al. The derivation and characterization of stromal cell lines from the bone marrow of p53− /− mice: new insights 
into osteoblast and adipocyte differentiation. J Bone Miner Res 13, 195–204 (1998).
www.nature.com/scientificreports/
9Scientific RepoRts | 6:36889 | DOI: 10.1038/srep36889
25. Morrison, S. J. & Spradling, A. C. Stem Cells and Niches: Mechanisms That Promote Stem Cell Maintenance throughout Life. Cell 
132, 598–611 (2008).
26. Mohyeldin, A., Garzón-Muvdi, T. & Quiñones-Hinojosa, A. Oxygen in Stem Cell Biology: A Critical Component of the Stem Cell 
Niche. Cell Stem Cell 7, 150–161 (2010).
27. Spencer, J. A. et al. Direct measurement of local oxygen concentration in the bone marrow of live animals. Nature 508, 269–273 
(2014).
28. Tsai, C.-C. et al. Hypoxia inhibits senescence and maintains mesenchymal stem cell properties through down-regulation of E2A-p21 
by HIF-TWIST. Blood 117, 459–469 (2011).
29. Jang, Y.-Y. & Sharkis, S. J. A low level of reactive oxygen species selects for primitive hematopoietic stem cells that may reside in the 
low-oxygenic niche. Blood 110, 3056–3063 (2007).
30. Brocato, J., Chervona, Y. & Costa, M. Molecular Responses to Hypoxia-Inducible Factor 1α and Beyond. Mol Pharmacol 85, 
651–657 (2014).
31. He, J. et al. An Elaborate Regulation of Mammalian Target of Rapamycin Activity Is Required for Somatic Cell Reprogramming 
Induced by Defined Transcription Factors. Stem cells dev 21, 2630–2641 (2012).
32. Armesilla-Diaz, A., Elvira, G. & Silva, A. p53 regulates the proliferation, differentiation and spontaneous transformation of 
mesenchymal stem cells. Exp cell res 315, 3598–3610 (2009).
33. Molchadsky, A. et al. p53 plays a role in mesenchymal differentiation programs, in a cell fate dependent manner. PLoS ONE 3, e3707 
(2008).
Acknowledgements
This work was supported by research funding from the Guy’s & St Thomas charity. Thanks to Mr Carl Hobbs, 
Wolfson Centre for Age-Related Diseases for help with immunohistochemistry. The authors acknowledge 
financial support from the Department of Health via the National Institute for Health Research (NIHR) 
comprehensive Biomedical Research Centre award to Guy’s & St Thomas’ NHS Foundation Trust in partnership 
with King’s College London and King’s College Hospital NHS Foundation Trust. We thank flow core facility 
members for assistance with FACS cell sorting.
Author Contributions
B.G. and F.J.H. conception and design of the study. B.G. designed and preformed experiments, analysed the 
data. M.G. assisted with data analysis. B.G. and F.J.H wrote the manuscript and all authors reviewed the final 
manuscript.
Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Gharibi, B. et al. DDIT4 regulates mesenchymal stem cell fate by mediating between 
HIF1α and mTOR signalling. Sci. Rep. 6, 36889; doi: 10.1038/srep36889 (2016).
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.
This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2016
